The effilciency of focus formation of four L cell virus populations was significantly higher on type N mouse embryo fibroblast cultures than on type B cells. [5-3H]uridine-incorporating material sedimenting at a density of 1.158 g/cm:1 was observed in the supernatant fluids of type N and B cultures infected with the four viral populations.
In Dales and Howatson's experiments, no tumor-inducing activity was demonstrated when virions released by two L cell lines were injected into newborn C3H mice and Syrian hamsters (3). Kindig and Kirsten (7) have also shown that L cell virus (LCV) was unable to induce tumors in mice and rats, and that infection of primary C3H mouse or Wistar-Furth rat embryo cultures with L929 supernatant fluids did not transmit morphologically recognizable viral structures to these cultures.
More recently, Fenyo and co-workers (4, 5) have demonstrated that viral particles released by an 8-azaguanine-resistant subline (A9) of L cells are infectious and that these particles are able to induce morphological changes (foci) in mouse embryo fibroblast (MEF) cultures. Focus formation was more efficient in type N than in type B cells, indicating that the LCV released by the A9 subline was N-tropic.
In this paper we present comparative data concerning the behavior of four LCV populations on type N and B MEF cultures, using focus formation and [5-3H]uridine incorporation tests.
Two lines of each L cell type (designated L-1 and L-2) and their L929 variants (designated L929-1 and L929-2) were used as virus sources. Monolayer cultures of L-1, L-2, L929-1, and L929-2 cells were seeded in Roux flasks at a density of 2 x 10W cells/ml in Eagle minimal essential medium, Joklik's modification (Grand Island Biological Co., Grand Island, N.Y.), containing 5% fetal calf serum (Grand Island Biological Co.) and 100 p.g of gentamicin per ml (Schering Corp., Port Reading, N.J.), to prevent mycoplasma development (8, 10) . Media were collected after 24 to 36 h, passed through a membrane filter (pore size, 0.45 g.m; Millipore Corp., Bedford, Mass.) (5) , and kept at -30°C for 48 to 72 h until the infectivity assays were performed. According to the producer cell lines, the four virus populations were designated LCV (L-1), LCV (L-2), LCV (L929-1), and LCV (L929-2).
To accomplish the focus formation test, type N (C3H and CBA) and type B (C57Bl) MEF cultures were grown in Eagle minimal essential medium, containing 10% fetal calf serum, in the presence of 100 ,ug of gentamicin per ml. Then, cells were seeded in 25-cm2 Falcon tissue culture flasks at a concentration of 10" cells/ml, and the focus formation test was performed as described by Fenyo et al. (5) .
After infection with LCV released by LCV (L-1), LCV (L-2), LCV (L929-1), and LCV (L929-2), morphological alterations of type N (CBA, C3H) and type B (C57Bl) MEF cultures were observed. They were similar to those described by Fenyo et al. (5) for BALB/3T3 and MEF cultures. In our experiments, the number of foci was also higher in type N cella (CBA and C3H) than in type B cells (C57Bl), characterizing the four LCV strains studied as N-tropic (Table 1) . We should note that the morphological alterations observed with high viral concentrations were less pronounced in our experiments than in those of Fenyo et al. (5) .
With respect to the relationship between focus formation and oncogenicity, we noted that the four LCV populations studied did not induce tumors when inoculated to mice (unpublished data).
For the [5-3H] uridine incorporation test, type N and type B MEF cultures were grown as described for focus formation. Then, cells were seeded in Roux flasks at a concentration of 10' cells/ml. They were infected 24 h later, as described by Fenyo et al. (5) , for focus formation.
The second day after infection new medium was added, containing [5-3H] Fig. 1 . In all cases, the investigation of supernatant fluids from infected type N and B cells showed a peak of [5-3H] uridine incorporation corresponding to a density of 1.158 g/cm3. No peak of radioactive sedimenting material was found in the supernatant fluids of mock-infected cells (Fig. 1) .
Furthermore, when type N CBA MEF cultures were infected with 10-fold dilutions of LCV (L929-2) virions (Fig. 2) , no radioactivity peak was seen at low virus input multiplicities (dilutions, 10-4 and 10-6). A typical peak of radioactivity corresponding to a density of 1.158 g/cm3 was observed only when the CBA MEF cultures were infected with undiluted or 100-fold diluted LCV (L929-1) virions. The results strongly suggest that the [5-3H]uridine-incorporating material with a density of 1.158 g/cm3 represents progeny LCV virus particles and that once the infection is initiated, virus is produced in type N as well as in type B MEF cultures.
The uninfected and infected cultures from the same experiments were examined under the electron microscope for the presence of viral particles. The cells, gently detached from the surface of the Roux flasks, were fixed in glutaraldehyde-formol (pH 7.4) for 30 min, followed by 2% osmium tetraoxide for 1 h, dehydrated through ethanol and propylene oxide, embedded in Spurr medium (11), and sectioned with an LKB-III ultramicrotome. Four hundred cell sections of uninfected and infected C3H, CBA, and C57B1 MEF cultures were examined in a Philips EM 300 electron microscope at 60 kV. An extremely small number of type A-like par- 
